Conclusions: Influenza vaccination might exert a dose-response effect against ischemic stroke in patients with AF who have risk factors for ischemic stroke by reducing the incidence of ischemic stroke, particularly in those aged 65-74 and ≥75 y.
INTRODUCTION
Ischemic stroke may be a presenting manifestation of atrial fibrillation (AF) in some patients and may occur in some patients despite the administration of appropriate antithrombotic prophylaxis [1] [2] [3] . Compared with emboli from carotid disease, AF has been strongly associated with more severe ischemic stroke and relatively longterm transient ischemic attack, presumably because of embolization of large particles in AF [4, 5] . Moreover, AF is associated with particularly severe ischemic stroke mostly caused by relatively large emboli from the left atrial appendage [6] .
The efficacy of antithrombotic therapy in preventing recurrent stroke in patients with AF and ischemic stroke has been extensively reported [7] [8] [9] [10] . Anticoagulant therapy effectively reduced the risk of systemic embolization in patients with AF [10] . However, anticoagulant therapy may increase the risk of major bleeding [11] . The CHADS2 score is a clinical prediction rule for estimating stroke risk in patients with AF, a common and severe form of congestive heart failure associated with ischemic stroke [12] . This score is used to determine whether patients should receive anticoagulation or antiplatelet therapy, because AF can cause blood stasis in the upper heart chambers, leading to the formation of a mural thrombus that can dislodge into blood flow, reach the brain, interrupt the blood supply to the brain, and cause stroke [12] . Because the risk of major bleeding is increased in most patients receiving anticoagulants, careful consideration of the risk-to-benefit ratio is necessary.
An alternative treatment can be beneficial for patients with AF having a risk of ischemic stroke and can reduce the risk of major bleeding in patients receiving anticoagulants. Lavallee et al. and Nichol et al. have suggested that influenza vaccination in elderly patients aged 60-65 y prevents brain infarction by reducing infections [13, 14] . Taken together, these findings indicate that AF is associated with a high risk of ischemic stroke, regardless of the administration of appropriate antithrombotic prophylaxis, and that anticoagulant use increases the risk of major bleeding in most patients with AF.
Influenza infection can activate systemic inflammatory responses and increase the sympathetic tone that plays a crucial role in the pathogenesis of AF [15, 16] . In Taiwan, influenza infection was significantly associated with the development of AF and significantly increased the risk of AF, which could be reduced through influenza vaccination [17] . Theoretically, reducing AF risk or administering influenza vaccine might reduce the risk of ischemic stroke. The current study investigated the association of influenza vaccination with the risk of ischemic stroke to determine a solution to reduce the risk of ischemic stroke in patients with AF.
RESULTS
The study cohort consisted of 6570 patients, of whom 2547 (38.77%) and 4023 (61.23%) received and did not receive influenza vaccination, respectively ( Table  1 ). The total follow-up durations of the unvaccinated and vaccinated patients were 12 291.9 and 14 810.0 person-y, respectively. The prevalence of preexisting medical comorbidities, namely dyslipidemia (P = 0.003), vascular disease (P < 0.001), pneumonia (P < 0.001), and dialysis (P = 0.009), was higher in the unvaccinated patients than in the vaccinated patients. By contrast, the prevalence of congestive heart failure (P < 0.001) was higher in the vaccinated patients than in the unvaccinated patients. In addition, the distribution of age, monthly income, urbanization level, and drug use significantly differed between the vaccinated and unvaccinated patients ( Table 1) . A higher proportion of the vaccinated patients used warfarin, statin, metformin, ACEI, and aspirin for >28 cDDDs [18] . A lower proportion of the vaccinated patients had a monthly income of ≥NT$33,301 and resided in urban areas. Table 2 presents the risk of ischemic stroke observed in the unvaccinated and vaccinated patients. We calculated PSs after adjusting for age, sex, CCI, comorbidities, urbanization level, and monthly income. The adjusted HRs (aHRs) of ischemic stroke were lower in the vaccinated patients than in the unvaccinated patients (influenza season, noninfluenza season, and all seasons: aHRs = 0.59, 0.50, and 0.55; P < 0.001, P < 0.001, and P < 0.001, respectively). The stratified analysis revealed that the aHRs remained significantly lower in the vaccinated patients, particularly in those aged 65-74 and ≥75 y, regardless of sex. The aHRs of ischemic stroke were lower in the vaccinated patients than in the unvaccinated patients during all seasons (aged 55-64, 65-74, and ≥75 y: aHRs = 0.69, 0.48, and 0.45; P < 0.05, P < 0.001, and P < 0.001, respectively). During the influenza or noninfluenza season, the aHRs decreased regardless of age or sex, except in the 55-64-y-old age group, which had a relatively smaller sample size compared with the other subgroups (Table 2) . Notably, despite the small sample size of this age group, the aHRs remained significantly lower in the vaccinated patients during the noninfluenza season. The stratified analysis indicated that the aHRs were significantly lower in the vaccinated patients, irrespective of sex, age, or season. The aHRs of ischemic stroke were lower in the vaccinated patients than in the unvaccinated patients during all seasons (women and men: aHRs = 0.51 and 0.61; P < 0.001 and P < 0.001, respectively). The aHRs remained significantly lower in the vaccinated patients during the influenza season, particularly in the women. Moreover, the aHRs were significantly lower in the vaccinated men during the noninfluenza season.
In the sensitivity analysis, adjustments were made to examine the association of age, sex, CCI, comorbidities, www.impactjournals.com/oncotarget urbanization level, monthly income, and drug use with the incidence of ischemic stroke in different models. As presented in Table 3 , the effects of vaccination remained significant in the subgroups of various covariates during the influenza season. Vaccination dose-dependently reduced the risk of ischemic stroke in all the subgroups and the main model with additional covariates (warfarin, statin, metformin, ACEI, or aspirin use). All the aHRs indicated that vaccination significantly reduced the risk of ischemic stroke in all the subgroups, regardless of comorbidities or drug use (P < 0.001). Our data revealed that the vaccination frequency reflected a protective effect against ischemic stroke during the influenza season. The protective effect was more predominant in the patients aged ≥75 y ( protective factor and dose-dependently reduced the risk of ischemic stroke in the patients with AF.
DISCUSSION
To date, few studies have investigated the association of the risk of ischemic stroke with influenza vaccination in patients with AF who received influenza vaccination. Hung et al. conducted a cohort study and reported that the efficacy of the dual influenza and pneumococcal vaccine is higher than that of either vaccine alone in preventing complications in elderly patients with chronic illnesses [19] . Moreover, the rate of ischemic stroke (HR = 0.67; 95% CI: 0.54, 0.83) was lower in elderly patients who were aged ≥65 y, had chronic illnesses, and received the dual influenza and pneumococcal polysaccharide vaccine than in unvaccinated patients [19] . The population and intervention used in our study differ from those used in the study of Hung et al. In our study, the intervention was influenza vaccination exhibiting a more specific efficacy than that used by Hung et al [19] . Although studies have used a similar population of elderly patients, [13, 14] they did not focus on patients having a high risk of ischemic stroke (i.e., patients with AF). In this study, we included a specific AF population with a risk of ischemic stroke. Our study results reveal that influenza vaccination was an independent protective factor and dose-dependently reduced the risk of ischemic stroke in the patients with AF, irrespective of age, sex, hypertension, heart disease, or anticoagulant use. According to our review of the literature, this is the first study to provide a valuable solution for reducing the risk of ischemic stroke in patients with AF. This strategy for ischemic stroke prevention in patients with AF requires further investigation.
The precise mechanism through which influenza vaccination reduces the risk of ischemic stroke in patients with AF remains unknown. The protective effect of influenza vaccination is likely related to the prevention of acute infection, which can elicit both systemic and local vascular inflammatory responses [20] . Influenza increases local proinflammatory cytokine expression, platelet aggregation, and systemic inflammation marker levels and causes endothelial dysfunction and loss of the protective properties of high-density lipoproteins [21] [22] [23] [24] . All these changes can directly or indirectly stimulate thrombogenesis and exacerbate atherosclerotic plaque inflammation, which can increase the risk of stroke in combination with increased hemodynamic stress. In addition, in an experimental human influenza A study, patients treated with an oral neuraminidase inhibitor had lower levels of the proinflammatory cytokines interferon-γ, interleukin-6, and tumor necrosis factor-α in nasal washings than did those treated with a placebo. In the placebo group, the levels of these cytokines were 2-to 4-fold higher than baseline levels [25] . Considering the potential proinflammatory and prothrombotic The main model was adjusted for age; sex; Charlson comorbidity index; comorbidities of diabetes, hypertension, dyslipidemia, congestive heart failure, vascular disease, pneumonia, and dialysis; urbanization level; and monthly income by using propensity scores.
consequences of influenza, influenza vaccination might prevent the high expression of proinflammatory cytokines and reduce inflammation, viral load, and illness duration, thereby exerting a positive effect on the risk of thrombotic events such as stroke induced by influenza infection. During and after influenza epidemics, vascular death rates and hospitalizations for stroke increased [26] . Studies have reported that influenza might be the cause of this acute infection, leading to ischemic stroke, [19, 27] particularly in patients with AF who are susceptible to ischemic stroke. The Taiwan Centers for Disease Control included >70% of circulating influenza strains in the influenza vaccine [28] and successfully reduced the rate of influenza transmission [29, 30] and risk of AF through influenza vaccination [17] . In addition, if a mismatch occurs between the circulating influenza strains and vaccine antigens, the effect of the influenza vaccine would be underestimated, thus leading to "bias toward the null hypothesis." However, the actual effect of the influenza vaccine would be high if the circulating influenza strains and vaccine antigens match. In our study, we observed that influenza vaccination independently exerted a strong dose-dependent effect on ischemic stroke prevention in the patients with AF. The unvaccinated and vaccinated patients had different baseline characteristics (Table 1 ). In Taiwan, influenza vaccination has been provided free of charge and recommended for high-risk adults aged ≥55 y (i.e., those with hypertension, congestive heart failure, chronic liver infection, liver cirrhosis, cardiovascular diseases, or chronic pulmonary diseases) since 1998 and for all adults aged >65 y since 2001. We selected covariates on the basis of a logistic regression model. Each patient was followed to assess the risk of and protective factors for ischemic stroke. We used PSs to evaluate the following demographic characteristics: age; sex; CCI; comorbidities of diabetes, hypertension, dyslipidemia, congestive heart failure, vascular disease, pneumonia, and dialysis; urbanization level; monthly income; and warfarin, statin, metformin, aspirin, and ACEI use (Supplementary Table  1 ).
In patients with AF, a cardiac embolus most commonly originating from the left atrium is a common cause of ischemic stroke [31] . A cardioembolic event is likely to have occurred in patients with AF who have had a stroke [31, 32 ] . AF is common in elderly patients who often have a risk of other stroke types [6] . Thus, the presence of AF in a patient who had a stroke does not always imply a causal relationship [6] . Consequently, all patients with stroke, even in the presence of AF, should be investigated for other causes of stroke, particularly if such an investigation would result in different treatments. On the basis of this rationale, we investigated whether influenza vaccination reduces the risk of hemorrhagic stroke in patients with AF (data not published). The CHA2DS2-VASc score is a clinical prediction rule used to estimate the risk of stroke in patients with AF [ 33, 34] . Risk factors included in the CHA2DS2-VASc score are congestive heart failure, hypertension, age (65-74 or ≥75 y), diabetes mellitus, prior stroke, vascular disease, or female sex [33, 34] . Hypertension is a crucial component in the management of patients with AF who have had a stroke [35] . Antihypertensive therapy, preferably including an ACEI, [36] reduces the risk of warfarinassociated intracranial hemorrhage and may reduce the rate of recurrent stroke [37] . Hence, we selected these risk factors as covariates in the main model or as an additional covariate in the sensitivity analysis (Tables 2-5) .
The risk factors in the CHA2DS2-VASc score included being aged ≥75 y (2 points) and 65-74 y (1 point) [33, 34] . Our data reveal that age is a strong risk factor for ischemic stroke in the patients with AF. The risk of ischemic stroke was higher in the elderly patients than in the young patients. Table 2 presents the risk of ischemic stroke in the unvaccinated and vaccinated patients. The stratified analysis after adjustment for PSs in the main model demonstrated that aHRs significantly decreased in the vaccinated patients, particularly in those aged 65-74 and ≥75 y. The aHRs of ischemic stroke were lower in the vaccinated patients than in the unvaccinated patients during all seasons. Notably, despite the small sample size of the 55-64-y-old age group, the aHRs remained significantly lower in the vaccinated patients during the noninfluenza season. A competing risk factor might be present between the influenza and noninfluenza seasons in the 55-64-y-old age group [20] . In this study, influenza vaccination exerted a stronger protective effect in more elderly patients (65-74 and ≥75 y) with AF. This finding indicates the importance of administering influenza vaccination to elderly patients and elderly patients with AF having a relatively high risk of ischemic stroke. In the 55-64-y-old age group, influenza vaccination exerted a protective effect during the noninfluenza season. This finding indicates that influenza vaccination is crucial for working-age (<65 y) patients with AF.
Regarding the female sex, a retrospective cohort study of approximately 100 000 patients with AF conducted in 2012 reported that the risk of ischemic stroke was moderately higher in women [38] . The female sex is included as a risk factor in the CHA2DS2-VASc score [33, 34] . Our study results reveal that the female sex was associated with a high risk of ischemic stroke in the patients with AF. The stratified analysis after adjustment for PSs in the main model revealed that the aHRs were significantly lower in the vaccinated patients, irrespective of sex, age, or season. The aHRs of ischemic stroke were lower in the vaccinated patients than in the unvaccinated patients during all seasons (women and men: aHRs = 0.51 and 0.61; P < 0.001 and P < 0.001, respectively). In this study, influenza vaccination conferred a stronger protective effect on the female patients with AF. Biological and physiological characteristics defining women and www.impactjournals.com/oncotarget * P < 0.05 ** P < 0.01 *** P < 0.001 HR: hazard ratio aHR: adjusted hazard ratio + CCI: Charlson comorbidity index † The main model was adjusted for age; sex; Charlson comorbidity index; comorbidities of diabetes, hypertension, dyslipidemia, congestive heart failure, vascular disease, pneumonia, and dialysis; urbanization level; and monthly income by using propensity scores. ‡ The models were adjusted for covariates in the main model and each additional listed covariate. www.impactjournals.com/oncotarget men may exert differential effects on disease outcomes after pathogen exposure. In addition, women and men differ in their reproductive organs and thus sex hormone concentrations. Studies conducted in Denmark and Canada using hospitalization rates as an indicator of influenza severity have reported that the risk of influenza was higher in men than in women across all age groups during influenza virus outbreaks [39, 40] . A study conducted in Switzerland demonstrated an increased influenza-related death rate in men (aged >60 y) during the 1969-1999 season, [41] partly supporting the findings from Denmark and Canada. Overall, men had a higher risk of influenzarelated mortality, with a male-to-female ratio of 1:3 [42] . A competing risk factor may be present between men and women during influenza and noninfluenza seasons, which may be the reason for our observation of significantly lower aHRs in the vaccinated patients during the influenza season, particularly in the female patients. By contrast, the aHRs were significantly lower in the vaccinated male patients during the noninfluenza season ( Table 2) .
As presented in Tables 3 and 4 , influenza vaccination dose-dependently reduced the risk of ischemic stroke in all the subgroups and the main model with additional covariates (warfarin, statin, metformin, ACEI, or aspirin use) during different seasons. According to all the aHRs, vaccination significantly reduced the risk of ischemic stroke in all the subgroups, regardless of comorbidities or drug use (P < 0.001). The outcomes for vaccination imply that this intervention may exert an independent protective effect against the risk of ischemic stroke in patients with AF. No study has evaluated the protective effect of influenza vaccination in patients with drug use, which might reduce the risk of stroke in patients with AF. This is the first study to investigate the effect of influenza vaccination on the risk of ischemic stroke in patients with AF with or without drug use. Our study results reveal that influenza vaccination independently exerted a doseresponse effect against ischemic stroke in the patients with AF, regardless of the presence of diabetes, hypertension, dyslipidemia, congestive heart failure, or vascular disease or statin, metformin, warfarin, or ACEI use.
We obtained several major novel findings. Few studies have investigated the association of influenza vaccination with the risk of ischemic stroke in patients with AF. Although studies have reported that the risk of influenza-related mortality and ischemic stroke is high in patients with AF, adequate evidence on solutions to reduce the mortality and risk of ischemic stroke in patients with AF is not available. Our findings indicate that influenza vaccination exerted a dose-dependent protective effect against the risk of ischemic stroke in the patients with AF. The major solution might be the regular administration of influenza vaccine to patients with AF, particularly to those having risk factors for ischemic stroke, such as hypertension, dyslipidemia, diabetes, cerebrovascular disease, and a high CHADS2 score. Tables 3-5 list the results of the sensitivity analysis of the aHRs of age, sex, CCI, comorbidities, urbanization level, and monthly income in the PS analysis. The models were adjusted for covariates in the main model and each additional covariate to estimate the reduction in the risk of ischemic stroke during the follow-up period. The dose-dependent protective effect of influenza vaccination was observed regardless of age, sex, CCI, comorbidities, urbanization level, monthly income, or drug use in the analysis stratified by different frequencies of influenza vaccination. The dose-dependent protective effect of influenza vaccination was observed for different conditional states. In addition, this study is the first to evaluate the dose-response effect of influenza vaccination on the risk of ischemic stroke in patients with AF. Our results reveal that only one influenza vaccination was less effective in reducing the risk of ischemic stroke. A high frequency of influenza vaccination exerted a more significant protective effect against ischemic stroke in the patients with AF. The strength of the present study is its large sample size. The results suggest that the incidence of ischemic stroke decreased in the patients with AF through the implementation of preventive strategies such as influenza vaccination. This is the first study to demonstrate that influenza vaccination exerts a dose-response effect against ischemic stroke in patients with AF who have risk factors for ischemic stroke by reducing the incidence of ischemic stroke, particularly in patients aged 65-74 and ≥75 y.
In this study, the magnitude of the bias demonstrated by the associations observed during the noninfluenza season was sufficient to entirely account for the associations observed during the influenza season. A competing risk factor is present between the influenza and noninfluenza seasons. Studies have reported an increased risk of hospital admission and a high mortality rate among elderly men during the influenza season [43] [44] [45] . High mortality during the influenza season might mask the incidence of ischemic stroke episodes, and patients with AF might die before developing ischemic stroke. This observation is attributable to influenza vaccination exerting a stronger protective effect against ischemic stroke during the noninfluenza season (Tables 3 and 4) . We noted a similar phenomenon in our previous study [20] .
In Taiwan, the most frequently used vaccines are influenza and pneumococcal vaccines. However, introduction of the pneumococcal vaccine into the national immunization program is complex and costly. With financial support from a nongovernmental organization, the pneumococcal vaccine has been provided to elderly people aged ≥75 y since 2007 [46] . The overall vaccination rate was <1% in Taiwan before 2007 [47] . Compared with the influenza vaccine, the administration of other vaccines was relatively rare. These rare cases might not influence our results. Moreover, considering the magnitude and significance of the observed effects, it is unlikely that these limitations compromised the results. www.impactjournals.com/oncotarget * P < 0.05 ** P < 0.01 *** P < 0.001 HR: hazard ratio aHR: adjusted hazard ratio + CCI: Charlson comorbidity index † The main model was adjusted for age; sex; Charlson comorbidity index; comorbidities of diabetes, hypertension, dyslipidemia, congestive heart failure, vascular disease, pneumonia, and dialysis; urbanization level; and monthly income by using propensity scores. ‡ The models were adjusted for covariates in the main model and each additional listed covariate. www.impactjournals.com/oncotarget This study has some potential limitations. Observational studies have suggested that lifestyle factors, particularly ethnicity, family history, genetic disorders, physical activity, and other potential confounding factors, are associated with the risk of ischemic stroke. However, methodological concerns may obscure the precise relationship between these factors and the risk of ischemic stroke. In this study, we used PSs to adjust age, sex, CCI, comorbidities, urbanization level, and monthly income. The urbanization level and monthly income are invalidated alternatives for lifestyle factors. To obtain such information, a large randomized trial applying a suitable regimen to well-selected patients to compare standard approaches is necessary. Moreover, the diagnoses of ischemic stroke and all other comorbidities were completely dependent on ICD-9-CM codes. However, the National Health Insurance Administration randomly reviews charts and interviews patients to validate diagnoses. A study conducted in Taiwan reported a positive predictive value (PPV) of 88.4% (95% CI: 86.8%, 89.8%) and sensitivity of 97.3% (95% CI, 96.4%, 98.1%) for diagnoses. The PPV of the diagnosis of ischemic stroke, AF, or a disease included in the NHI claims data was high [48, 49] . Hospitals with outlier diagnoses and practices may be audited and subsequently heavily penalized if malpractices or discrepancies are discovered. In the absence of actual patient exposure to influenza disease (as evidenced by antibody titers), deriving a mechanism for administration of the vaccine to reduce the risk of ischemic stroke will be challenging. A randomized controlled trial should be designed to test the viral serotype frequency in a cohort to verify actual patient exposure to influenza disease. However, our study results indicate a possibility that a high frequency of influenza vaccination exerted a significant protective effect against ischemic stroke in the patients with AF. Another limitation is that several unmeasured confounders, including body mass index, smoking, alcohol intake, and over-the-counter drug use, associated with ischemic stroke are not available in the NHIRD. However, considering the magnitude and significance of the observed effects, it is unlikely that these limitations compromised the results. Finally, our study was not a prospective randomized blinded study; thus, a causeeffect relationship could not be established. The findings of the present study suggest that influenza vaccination exerts a significant protective effect. Randomized studies are required to verify these findings.
MATERIALS AND METHODS
The National Health Insurance (NHI) program, established in 1995, currently provides comprehensive health insurance coverage to 98% of more than 23 million people in Taiwan. In this study, we used data from the National Health Insurance Research Database (NHIRD). No significant differences have been observed in age, sex, or health care costs between people sampled in the NHIRD and all NHI enrollees. According to the Taiwan Centers for Disease Control, the influenza season extends from October to March. Data in the NHIRD that can be used to identify patients or care providers, including medical institutions and physicians, are encrypted before being sent to the National Health Research Institutes for database construction and are further scrambled before being released to researchers. Theoretically, querying the data alone to identify people at any level is impractical. All researchers using the NHIRD and its data subsets must sign a written agreement declaring that they have no intention of attempting to obtain information that could potentially violate the privacy of patients or care providers [18, 19] .
The study cohort comprised all patients diagnosed as having AF (according to International Classification of Diseases, Ninth Revision, Clinical Modification [ICD-9-CM] codes) at health care facilities in Taiwan (n = 14 454) before January 1, 2005. The last follow-up date was December 31, 2013. We excluded all patients without a subsequent outpatient visit, emergency department visit, or inpatient hospitalization for AF within 12 mo of the first presentation (n = 1825) because they were considered to not have AF. In addition, we excluded 6059 patients who were younger than 55 y (n = 1699), had any inpatient or outpatient diagnosis related to stroke before the enrollment date, did not die of ischemic stroke before December 31, 2013 (n = 2236), or had received an influenza or pneumococcal polysaccharide vaccine before the enrollment date (n = 2124).
In Taiwan, influenza vaccination has been provided free of charge and recommended for high-risk adults aged ≥55 y (i.e., those with type 2 diabetes, chronic liver infection, liver cirrhosis, cardiovascular diseases, or chronic pulmonary diseases) since 1998 and for all adults aged >65 y since 2001. In this study, the vaccination status was identified using the ICD-9-CM code V048 and/or identified on the basis of vaccine use (confirmed using drug codes) [19, 20] . Our final study cohort comprised 6570 patients diagnosed as having AF in Taiwan before January 1, 2005. Of these patients, 2547 and 4023 received and did not receive influenza vaccination, respectively. We selected covariates on the basis of a logistic regression model. Each patient was followed to assess the risk of and protective factors for ischemic stroke. We used propensity scores (PSs) to evaluate the following demographic characteristics: age; sex; Charlson comorbidity index (CCI); comorbidities of diabetes, hypertension, dyslipidemia, congestive heart failure, vascular disease, pneumonia, and dialysis; urbanization level; monthly income; and warfarin, statin, metformin, aspirin, and angiotensin-converting enzyme inhibitor (ACEI) use (Supplementary Table 1 ). All potential confounders (Supplementary Table 1) were included in the list of regressors (C statistic: 0.68). Moreover, all potential confounders observed within 6 mo before and after the index date until the endpoint (ischemic stroke) were identified according to the main diagnosis code for the first admission or according to more than 2 repeated main diagnosis codes for visits to an outpatient department. The patients who received the prescribed drugs for <28 cumulative defined daily doses (cDDDs) were defined as nonusers. We derived PSs by using a logistic regression model to estimate the effect of vaccination by accounting for covariates that predicted receiving the intervention (vaccine). This method was used in an observational study to reduce selection bias [21] . The covariates in the main model were adjusted for the PSs of age, sex, CCI, comorbidities, urbanization level (urban, suburban, and rural), and monthly income (none; NT$1-NT$21,000; NT$21,000-NT$33,300; and ≥NT$33,301; NT$ represents New Taiwan dollars; Table  2 ). The endpoint was the incidence of ischemic stroke (ICD-9-CM codes 433-437) in the vaccinated or unvaccinated patients with a subsequent outpatient visit, emergency department visit, or inpatient hospitalization for ischemic stroke within 12 mo; moreover, the unvaccinated patients served as the reference arm. Because the protective effect of each vaccination is specific to that influenza season, evaluating the noninfluenza season can indicate the possible contribution of bias to estimates obtained during the influenza season. In addition, the relationship between the seasonal effect of vaccination and the risk of ischemic stroke was analyzed. The cumulative incidence of ischemic stroke in the vaccinated and unvaccinated patients with AF was estimated using the Kaplan-Meier method. To examine the effect of the total number of vaccinations on the cumulative incidence of ischemic stroke, we categorized the patients into 4 groups according to the vaccination status: unvaccinated and 1, 2 to 3, and ≥4 total vaccinations.
We used a Cox proportional hazard model with time-dependent covariates to prevent immortal time bias. A Cox proportional hazard model was used to calculate the hazard ratios (HRs) of ischemic stroke in the vaccinated and unvaccinated patients with AF [22] . The index date was January 1, 2005. All covariates observed 6 mo before and after the index date were included. In a multivariate analysis, the HRs were adjusted for age; sex; CCI; comorbidities of diabetes, hypertension, dyslipidemia, congestive heart failure, vascular disease, pneumonia, and dialysis; urbanization level; monthly income; and drug use. A stratified analysis was conducted to evaluate the effect of vaccination on age and sex ( Table 2 ). All analyses were conducted using SAS software, Version 9.3 (SAS, Cary, NC, USA). A 2-tailed P value of <0.05 was considered significant. In sensitivity analyses, external adjustments improve the understanding of the effects of drugs and other covariates in epidemiological database studies [23] . Hence, in the sensitivity analysis, we made adjustments to examine the association of age, sex, CCI, comorbidities, and drug use with the incidence of ischemic stroke in different models. The models stratified by different seasons were adjusted for covariates in the main model and each additional covariate (Tables 3-5) .
CONCLUSIONS
Influenza vaccination might exert a dose-response effect against ischemic stroke in patients with AF who have risk factors for ischemic stroke by reducing the incidence of ischemic stroke, particularly in those aged 65-74 and ≥75 y.
